Understanding the immunopathogenesis of neuroimmunological diseases of the CNS requires a robust method for isolating and characterizing the immune effector cells that infiltrate the spinal cord in animal models. We have developed a simple and rapid isolation method that produces high yields of spinal cord infiltrating leukocytes from a single demyelinated spinal cord and which maintains high surface expression of key immunophenotyping antigens. − . These cells respond robustly to ex vivo stimulation by producing interferon γ but do not exhibit specificity for Theiler's virus in a cytotoxicity assay. We conclude that target-derived lymphocytes in a mouse model of chronic spinal cord demyelination may have unique functional specificities.
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Introduction
Understanding the cells and molecules that mediate immunopathology in the central nervous system (CNS) is key to the rational discovery and design of therapeutic interventions for such diseases as multiple sclerosis (MS) (Ransohoff et al., 2003 ). An important component of this discovery process is a reproducible and sensitive method for isolating immune cells from the CNS in a manner that preserves phenotype and functionality. Using the Theiler's murine encephalomyelitis virus (TMEV) model of MS (Rodriguez, 2007), we have developed a rapid and simple method to isolate an enriched population of leukocytes from the demyelinated spinal cord, a tissue that is complicated by the high proportion of lipid-rich myelin. In contrast to previously published methods (Huang et al., 2001; Johnson et al., 1999; Klein et al., 2005; Lane et al., 2000) , our preparation produces infiltrating cells exclusively from the spinal cord of a single animal, rather than pooled brain and spinal cord cells or cells pooled from multiple animals. In addition, our method isolates infiltrating cells from the chronically demyelinated spinal cord, rather than the acutely infected CNS (Huang et al., 2001; Klein et al., 2005) . The spinal cord infiltrating leukocytes (SCILs) isolated by our non-enzymatic procedure are competent for ex vivo manipulation and for analysis of phenotypic markers by flow cytometry and qRT-PCR.
Materials and methods

Animals and disease model
Male B10.D1-H2q/SgJ (B10Q) mice were produced in our breeding colony. These mice are of the H-2 q MHC haplotype. Animals were infected intracranially at 4-6 weeks of age with 2 × 10 5 PFU of the Daniel's strain of TMEV, as previously published (Deb and Howe, 2008) . This susceptible strain develops characteristic spinal cord demyelination between 21 and 45 days postinfection (dpi). By 90 dpi all infected mice exhibit motor deficits, extensive inflammatory infiltrates, and demyelinated lesions in the spinal cord. SCILs and peripheral blood mononuclear cells (PBMCs) were collected from mice at 90 dpi for analysis. All experiments were performed according to the National Institutes of Health guidelines and were approved by the Mayo Clinic Institutional Animal Care and Use Committee.
